Filamentous fungi and bacteria form mixed-species biofilms in nature and diverse clinical contexts (Frey-Klett et al., 2011; Peleg et al., 2010) . The interactions between fungi and bacteria, often mediated by secreted metabolites, have important ramifications for the biology of the interacting partners (Frey-Klett et al., 2011) . This is particularly true for the bacterium Pseudomonas aeruginosa (P. aeruginosa) and the fungus Aspergillus fumigatus (A. fumigatus) which often reside in the same niche such as lungs of cystic fibrosis (CF) patients. Some studies have reported that co-infection with P. aeruginosa and A. fumigatus could lead to a decrease in lung function relative to their respective single species infection (Amin et al., 2010; Peleg et al., 2010) . Metabolite extraction and analysis allow for the characterization of specific microbial metabolites in the polymicrobial biofilm. This protocol describes how to prepare the Pseudomonas-Aspergillus co-culture biofilm on solid medium in preparation for metabolite extraction.
f. Spot-inoculate 10 μl aliquots of freshly prepared early stationary phase P.
aeruginosa PA14 LB liquid culture in the center of the performed fungal lawn.
g. Incubate the co-culture biofilm (co-culture biofilm facing up) at 25 °C for an additional 7 days.
Notes:
i. See Figure 5 for an example of the co-culture biofilm.
ii. It is critical to synchronize the growth of P. aeruginosa (24 h) and A. fumigatus (5 d) prior to the preparation of co-culture biofilm.
B. Metabolite extraction 1. After different periods of growth (for example, every two days after inoculation), cut the co-culture biofilm with a sterile steel corer (38.1 mm in diameter), which encompasses the co-culture biofilm.
2. Cut the 38.1 mm diameter extraction core into four, equal quarters using a sterile blade.
3. Transfer one quarter (about 285 mm 2 of surface) to a glass culture tube. 6. Transfer the mixture to a 15 ml glass centrifuge tube.
7. Centrifuge at 500 x g for 10 min.
8. Collect water phase supernatant and filter through a 0.2 μm-pore-size hydrophilic filter.
9. Collect 1.5 ml of chloroform phase to a 10 ml glass vial.
10. Evaporate chloroform to dryness by using a gentle flow of nitrogen.
11. Re-dissolve the dried extract with 1.5 ml mixture of 50/50% acetonitrile/water solution.
Note: This dissolution solvent can be used for the assessment of metabolites that have similar chemical property as Pseudomonas phenazines, which were analyzed in Zheng et al. (2015) . Mix in 900 ml milli-Q water, adjust volume with milli-Q water to 1 L, and autoclave Note: *Do not add agar when preparing liquid LB medium.
